The development of a biotechnological method for the production of new biologically active phosphatidylcholine containing monoterpene citronellic acid (CA) was the aim of this work. Incorporation of citronellic acid (CA) into egg-yolk phosphatidylcholine (PC) in the lipase-catalyzed acidolysis process was studied. Isoprenoid acid CA was used as an acyl donor and five commercially available immobilized lipases were examined as biocatalysts. The effects of organic solvent, enzyme load, reaction time and molar ratio of substrates on the incorporation of citronellic acid (CA) into the phospholipids were evaluated. Modified phospholipid fraction enriched with CA in the sn-1 position (39% of incorporation) was obtained in high 33% yield using Novozym 435 as biocatalyst. In this study a biotechnological method for production of new phospholipid biopreparation enriched with citronellic acid, which can play an important role as a nutraceutical, was applied.
Introduction
Isoprenoids are a wide group of natural compounds occurring, both in vegetal and animal species, where they play important biological functions such as pheromones, phytoalexins and antifeedants [1, 2] . Over the last few decades, the broad spectrum of therapeutic properties of isoprenoids useful for treatment of human diseases has been the subject of many papers. Isoprenoids are well known as immunomodulatory, anti-inflammatory, antitumor or antimicrobial agents [3] [4] [5] [6] . Among the mentioned properties, chemopreventic and anticancer activities of isoprenoid compounds should be especially highlighted. A number of dietary terpenes have antitumor activity. They exhibit not only the ability to prevent the formation or progression of cancer but also the ability to regress existing malignant tumors [7] . Therefore, drugs derived from isoprenoid compounds have contributed significantly to human disease therapy and for that reason this group of natural products arouses great interest. The most renowned terpene-based drug for anticancer therapy is Taxol ® which is used in the treatment of ovarian, lung and breast cancer [8] . Recent studies have shown that monoterpenes exert antitumor activities and indicate that these compounds could be a new class of cancer chemopreventive agents [7, 9] . Perillyl alcohol, which is in the second phase of clinical trials exhibits significant ability to induce apoptosis of prostate cancer cells either in in vitro and in in vivo tests [10] . Another well-established chemopreventive and therapeutic agent against many cancer cell lines being under the clinical trial (phase I and phase II) is limonene [7] . Acyclic isoprenoids such as geraniol, farnezol or geranylogeraniol exhibit antiproliferative activity towards selected tumor cell lines as well [11] [12] [13] . Their potency to inhibit tumor growth has been documented to be significantly greater than activity of cyclic isoprenoids [7] . These compounds inhibited growth of cells with impaired proliferation but did not affect the growth of the healthy ones, what distinguish them from commercially available cytostatic such as cisplatin.
Slightly less known in the literature, but having also promising biological properties is structural analogue of geraniol-citronellic acid (CA) (3,7-dimethyl-6-octanoic acid). This aliphatic, monoterpene acid has been found along with geraniol in essential oils of lemongrass and citrus fruits [14] . Large amount of CA was also detected in essential oils of two Pelargonium species: P. papilionaceum and P. vilifolium [15, 16] . Citronellic acid is widely used in cosmetic industry not only as a fragrance ingredient of various products but also as an agent, which exhibits the broad antimicrobial spectrum [17] .
Monoterpenes exhibit very high degree of oral bioavailability in mammals [18] . Unfortunately, these compounds have problems, due to short blood half-life resulted in their lower activity in the biological systems [19] . However, terpenes activity could be enhanced by attaching them to phospholipid molecules. Previous studies have indicated that terpene-phospholipids exhibit significantly higher antiproliferative activity than free terpenes [20] [21] [22] [23] . It was proven that phosphatidylcholine covalently bonded with citronellic acid (CA) exhibits from 4 to 9-fold higher antiproliferative activity towards human leukaemia (MV4-11), lung (A-549), breast (MCF-7), liver (HepG2) and colon (LoVo and LoVo/DX) cancer cell lines in comparison with free form of this terpene acid. The highest activity towards MV4-11, A-549, LoVo and LoVo/DX lines was especially observed for hetero-substituted phospholipid containing citronellic acid in the sn-1 position and palmitic acid in the sn-2 position of PC, which was obtained by the chemical method. These results confirm documented in the literature data that phospholipids (PLs) enhance activity of therapeutic agents attached to them by changing their solubility and stability [24] . Moreover, due to non-toxicity of PLs, their nutritional value, significant compatibility to cell membranes and capacity to generate different supramolecular structures it is justified to combine the valuable activities of these two groups of compounds.
In the literature, there are only a few reports presenting the methods of production of isoprenoid-phospholipids by chemical synthesis [22, 23, 25] and only two concerning the enzymatic synthesis of this type of biomolecules [20, 21] . Yamamoto and coworkers studied enzymatic incorporation of terpene alcohols into the hydrophilic region of phospholipids in the transphosphatidylation reaction catalyzed by phospholipase D and they observed increased antitumor activity of terpene-phospholipid derivatives compared with free monoterpene alcohols [20, 21] . These findings undoubtedly have expanded terpenes applicability, however, the strategy of modification based on the replacement of polar region of phosphatidylcholine (PC) with isoprenoid compounds leads to loss of valuable choline. Therefore, from the beneficial health point of view more appropriate approach is the introduction of therapeutic compound into the hydrophobic region of phospholipid.
Driven by the encouraging results achieved during the biological evaluation of the anticancer activity of synthesized 1-citroneloyl-2-palmitoyl-sn-glicero-3 -phosphatidylcholine, in this study we attempted to introduce the natural citronellic acid into the structure of natural egg-yolk phosphatidylcholine (PC) and developed new pharmaceutical bioproduct which can improve human health. In our project we elaborated the incorporation of CA into PC using regioselective lipases to replace the fatty acids occur at position sn-1 of natural PC with citronellic acid.
The presented paper makes a substantial contribution to the research area concerning the production of structured PLs containing biologically active compounds other than fatty acids using the substrates of natural origin. The objective of this study was also to demonstrate that the natural citronellic acid could be used as an acyl donor, which is acceptable for lipases in the enzymatic acidolysis of phospholipids. In order to optimize these process parameters such as: organic solvent, lipases, enzyme load, substrate molar ratio and reaction time were studied.
Results and Discussion
In the production of structured phospholipids with the defined fatty acids profile, having biological applications, the enzyme-catalyzed reactions have the decisive advantage over chemical reactions. Our studies were aimed at the development of the enzymatic synthesis of new phospholipids enriched with citronellic acid (CA) since the antiproliferative activity towards selected cancer cell lines for these conjugates have been confirmed [22] . As a method of modification, direct one-step, direct lipase-catalyzed acidolysis of egg-yolk phosphatidylcholine with CA was selected. The enzyme reaction was designed to amplify the therapeutic potential of natural egg-yolk phosphatidylcholine resulting from the presence of unsaturated fatty acids and choline in sn-2 and sn-3 positions respectively. This type of modification strategy was based on the incorporation of biologically active citronellic acid into the sn-1 position of non-polar region of native PC where predominantly saturated fatty acids occur. Citronellic acid has been used as an acyl donor in the conducted enzyme reactions. Type of modifications presented in this paper and new PLs biomolecule with isoprenoid acid in the sn-1 position obtained by this method has not yet been described in the literature. In our experiments, attention was paid to obtain the highest degree of incorporation of CA into the phosphatidylcholine structure.
Screening of Lipases
Immobilized lipases have a wide range of applications in lipid modification studies and they offer advantages of higher catalytic activity and stability in organic solvent medium over other enzymes [26] . Therefore, five commercially available immobilized lipases from: Candida antarctica (CALA, CALB, Novozym 435), Rhizomucor miehei (Lipozyme ® ) and Thermomyces lanuginosus (Lipozyme TL IM) were tested in terms of their ability to catalyze acidolysis reactions between egg-yolk PC and citronellic acid Figure 1 . 
Results and Discussion
Screening of Lipases
Immobilized lipases have a wide range of applications in lipid modification studies and they offer advantages of higher catalytic activity and stability in organic solvent medium over other enzymes [26] . Therefore, five commercially available immobilized lipases from: Candida antarctica (CALA, CALB, Novozym 435), Rhizomucor miehei (Lipozyme ® ) and Thermomyces lanuginosus (Lipozyme TL IM) were tested in terms of their ability to catalyze acidolysis reactions between egg-yolk PC and citronellic acid Figure 1 . These biocatalysts were selected based on the literature data indicating that mentioned lipases effectively catalyze the structural modifications of natural triacylglycerols and natural or synthetic phospholipids [27] [28] [29] . Reaction conditions were also established after the analysis of literature data, suggesting that in order to enrich the PC with natural compounds other than fatty acids, it is necessary to use much higher molar excess of acyl donors and toluene as the reaction medium [29, 30] . The enzymatic acidolysis reaction was then carried out at 30 °C using a 1:30 PC/CA molar ratio, 20% enzyme dosage and toluene as solvent. Keeping in mind that it is important to reduce the total costs of process while choosing an enzyme for industrial applications in our experiments we decided to apply enzymes at the same weight ratio although they exhibit different activities (according to suppliers).
The lipases used in studies are known as 1,3-regioselective biocatalysts in this type of reactions. Using them for modifications of non-polar part of egg-yolk PC we could then obtain the theoretical maximum of incorporation of citronellic acid into PC on the level of 50%.
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The progress of the reactions was monitored by collecting samples of the product mixtures after allowing the reactions to proceed for chosen length of time (12, 24, 48 and 72 h). The products mixtures were subsequently subjected to the solid phase extraction (SPE) to aid separation of PLs from the acids. In the next step, the fatty acid composition in the PL fraction was analyzed by gas chromatography (GC), whereas the information about the proportion between the modified and native PC was provided by high-performance liquid chromatography (HPLC) analysis. In these initial studies the PL were not fractionated into individual PC and lysophosphatidylcholine (LPC), which is formed in this process due to partial hydrolysis of phosphatidylcholine during the acidolysis reaction. The time course of the incorporation of CA into PC by lipases is presented in Figure 2 . It can be observed that only lipase B from C. antarctica immobilized on a macroporus acrylic resin (Novozym 435) was able to produce the desired PC with high incorporation level among all tested biocatalysts. This enzyme exhibits the highest activity in PC modification giving 19% incorporation of CA into phospholipid fraction after 48 h of reaction. Preparations of Lipozyme ® , Lipozyme TL IM and CALB, showed significantly lower activity and the CA incorporation into phospholipid fraction did not exceed 9%, whereas lipase A from C. antarctica was inactive in acidolysis process. Novozym 435 was therefore used as the biocatalyst on the synthesis of phospholipid biopreparation enriched with citronellic acid for the following experiments.
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Effect of Organic Solvent
In general, a type of solvent can strongly influence on the enzymatic reaction in different ways affecting water availability for enzyme and denaturation of enzyme protein [31] . Moreover, polarity of solvents could also affect the solubility of substrates [32] . Well-selected organic solvent for acidolysis reaction should limit the availability of water for lipase inhibiting the competitive hydrolysis reaction and therefore hydrophobic solvents are considered to be a better medium for esterification reactions than hydrophilic ones [26] . Among appropriate solvents that can be used in the reaction of acidolysis the highest incorporation of fatty acids into PC or other biologically active molecules like n-3 fatty acids or lipoic acid was observed mostly when the reaction medium was toluene or heptane, strongly hydrophobic solvents [29, 30, 33, 34] . The effect of these solvents on the Novozym 435-catalyzed acidolysis of egg-yolk PC with CA was investigated.
As shown in Figure 3 , the reaction was very medium dependent. When the reaction was carried out in heptane, a relatively low degree of CA incorporation only 11% after 72 h into phospholipid fraction was observed. A significantly higher degree of incorporation of citronellic acid was obtained for the reaction carried out under the same conditions in toluene. Using toluene as the reaction medium resulted in increase of terpene acid incorporation from 11 to 19% in shorter time 48 h. When the reaction was continued for another 24 h, a decrease in the degree of incorporation of CA into PC was observed, probably as the results of partial hydrolysis of previously formed structured 
As shown in Figure 3 , the reaction was very medium dependent. When the reaction was carried out in heptane, a relatively low degree of CA incorporation only 11% after 72 h into phospholipid fraction was observed. A significantly higher degree of incorporation of citronellic acid was obtained for the reaction carried out under the same conditions in toluene. Using toluene as the reaction medium resulted in increase of terpene acid incorporation from 11 to 19% in shorter time 48 h. When the reaction was continued for another 24 h, a decrease in the degree of incorporation of CA into PC was observed, 
Substrate Molar Ratio
The PL composition of the product in the enzymatic acidolysis reaction depends also on the substrate ratio (mol PL/mol acyl donor). The ratio of PC to citronellic acid was varied from 1:15, 1:30, 1:50, 1:60 and 1:70 (mol PC/mol citronellic acid) and the influence of this parameter on the degree of terpene acid incorporation into PC was evaluated. For these studies Novozym 435 and optimized medium were used. In all studied variants, other conditions of 30 °C temperature, 48 h of reaction time and 20% (w/w) of lipase were stable. As shown in Figure 4 , increasing the molar ratio of CA to PC led to a gradual increase of the incorporation level of terpene acid from 12% (1:15) to 27% (1:60). It was observed that a high concentration of terpene acid was necessary for obtaining greater incorporation. These results are in accordance with the literature data indicating that high substrate molar ratio shifts the reaction equilibrium to the product side and improve the incorporation [35] . However, in our case no further increase of incorporation was detected when the molar ratio was 1:70 (PC to CA). It means that beyond concentration 1:60 the activity of enzyme is reduced and the decrease in the level of incorporation is observed. High substrate molar ratio increases also the cost of the process and could result in difficulties of separation of the products, but selected in our experiments substrate molar ratio of 1:60 (PC/CA) was justified by the high degree of incorporation and did not create problems with separation therefor this parameter was chosen for the following study. 
The PL composition of the product in the enzymatic acidolysis reaction depends also on the substrate ratio (mol PL/mol acyl donor). The ratio of PC to citronellic acid was varied from 1:15, 1:30, 1:50, 1:60 and 1:70 (mol PC/mol citronellic acid) and the influence of this parameter on the degree of terpene acid incorporation into PC was evaluated. For these studies Novozym 435 and optimized medium were used. In all studied variants, other conditions of 30 • C temperature, 48 h of reaction time and 20% (w/w) of lipase were stable. As shown in Figure 4 , increasing the molar ratio of CA to PC led to a gradual increase of the incorporation level of terpene acid from 12% (1:15) to 27% (1:60). It was observed that a high concentration of terpene acid was necessary for obtaining greater incorporation. These results are in accordance with the literature data indicating that high substrate molar ratio shifts the reaction equilibrium to the product side and improve the incorporation [35] . However, in our case no further increase of incorporation was detected when the molar ratio was 1:70 (PC to CA). It means that beyond concentration 1:60 the activity of enzyme is reduced and the decrease in the level of incorporation is observed. High substrate molar ratio increases also the cost of the process and could result in difficulties of separation of the products, but selected in our experiments substrate molar ratio of 1:60 (PC/CA) was justified by the high degree of incorporation and did not create problems with separation therefor this parameter was chosen for the following study.
Enzyme Dosage
In the next step of optimization of enzymatic production of phospholipid preparation enriched with citronellic acid we focused on the effect of enzyme load on the process of acidolysis of PC. The effect of the enzyme dosage on the level of incorporation was evaluated by varying amount of Novozym 435 from 20 to 40 weight (wt) % (based on substrates). It has been reported that high dosage of enzyme significantly influences the incorporation degree [36, 37] . 
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The effect of different enzyme loadings can be seen in Figure 5 , which is a graphical presentation of how the CA incorporation levels into the total PL were affected after 48 h of the reaction. When relatively low dosages of the lipase were employed, relatively minor changes seemed to take place in the fatty acid composition. As the enzyme load was increased from 20% to 30% there was an obvious increase of the incorporation of CA into phospholipids from 27% to 39%. The highest level of incorporation was observed by employing 40% dosage of lipases (41% of incorporation), however in this case CA incorporation increased marginally. The content of terpene acid in modified phospholipid fraction was not significantly different irrespective of 30% or 40% enzyme used. Taking into account the economy of the process we decided to use the amount of 30% of the lipase in the further studies. The effect of different enzyme loadings can be seen in Figure 5 , which is a graphical presentation of how the CA incorporation levels into the total PL were affected after 48 h of the reaction. When relatively low dosages of the lipase were employed, relatively minor changes seemed to take place in the fatty acid composition. As the enzyme load was increased from 20% to 30% there was an obvious increase of the incorporation of CA into phospholipids from 27% to 39%. The highest level of incorporation was observed by employing 40% dosage of lipases (41% of incorporation), however in this case CA incorporation increased marginally. The content of terpene acid in modified phospholipid fraction was not significantly different irrespective of 30% or 40% enzyme used. Taking into account the economy of the process we decided to use the amount of 30% of the lipase in the further studies. 
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Reaction Temperature
The time course of enzymatic reactions is strongly correlated with the temperature in which the process is performed and could impact on it in several ways. Generally, this parameter increases the solubility of the substrates what usually translates into an increase in the degree of incorporation of tested acyl donors as well as enzyme activity [36] . On the other hand, each biocatalyst possesses strictly determined temperatures that are optimum and too high a temperature could cause irreversible denaturation of tested enzyme. Moreover, high temperature enhances side reactions such as acyl migration and hydrolysis [38] . Therefore, the applied temperature should be always consistent with the optimum for studied enzyme. According to the manufacturer (Sigma Aldrich, St. Louis, MO, USA), the optimal temperature for activity of Novozym 435 is between 30 and 60 • C. Taking this into account as well as the fact that the isoprenoid compounds are volatile, the optimization of this reaction parameter was carried out in two temperature variants 30 and 50 • C. The incorporation of citronellic acid into the phospholipid was observed at both tested trials. The enzyme activity was observed to drop sharply at 50 • C. It was determined that the process of modification of egg-yolk PC was much more effective at 30 • C (39% of incorporation) than at 50 • C (11% of incorporation).
Identification of Acidolysis Products
The best method for identification of products of enzymatic modifications and the composition of modified phospholipid fractions in our experiments was HPLC equipped with a Corona charged aerosol detector (CAD). This method was chosen because we had the standards of products that can be formed during the acidolysis reaction: 1-citroneloyl-2-palmitoyl-sn-glicero-3 -phosphatidylcholine (1-CA-2-PA-PC), as an analogue of modified PC and 1-citroneloyl-2-hydroxy-sn-glicero-3 -phosphatidylcholine (1-CA-2-OH-LPC). Those products we have obtained previously by the chemical methods [22] . We used also as the standards native PC (PC-egg yolk) and product of its enzymatic hydrolysis (LPC-egg yolk). Below we present the HPLC chromatogram of products mixture (phospholipid fraction) ( Figure 6 ) and fatty acids (wt %) profile of modified phospholipid fraction (Table 1) for the best variant of the reaction of acidolysis of PC with CA with optimized parameters: organic solvent (toluene), lipase (Novozym 435, enzyme load 30%), substrate molar ratio (PC:CA, 1:60) and reaction time (48 h).
Reaction Temperature
The time course of enzymatic reactions is strongly correlated with the temperature in which the process is performed and could impact on it in several ways. Generally, this parameter increases the solubility of the substrates what usually translates into an increase in the degree of incorporation of tested acyl donors as well as enzyme activity [36] . On the other hand, each biocatalyst possesses strictly determined temperatures that are optimum and too high a temperature could cause irreversible denaturation of tested enzyme. Moreover, high temperature enhances side reactions such as acyl migration and hydrolysis [38] . Therefore, the applied temperature should be always consistent with the optimum for studied enzyme. According to the manufacturer (Sigma Aldrich, St. Louis, MO, USA), the optimal temperature for activity of Novozym 435 is between 30 and 60 °C. Taking this into account as well as the fact that the isoprenoid compounds are volatile, the optimization of this reaction parameter was carried out in two temperature variants 30 and 50 °C. The incorporation of citronellic acid into the phospholipid was observed at both tested trials. The enzyme activity was observed to drop sharply at 50 °C. It was determined that the process of modification of egg-yolk PC was much more effective at 30 °C (39% of incorporation) than at 50 °C (11% of incorporation).
Identification of Acidolysis Products
The best method for identification of products of enzymatic modifications and the composition of modified phospholipid fractions in our experiments was HPLC equipped with a Corona charged aerosol detector (CAD). This method was chosen because we had the standards of products that can be formed during the acidolysis reaction: 1-citroneloyl-2-palmitoyl-sn-glicero-3′-phosphatidylcholine (1-CA-2-PA-PC), as an analogue of modified PC and 1-citroneloyl-2-hydroxy-sn-glicero-3′-phosphatidylcholine (1-CA-2-OH-LPC). Those products we have obtained previously by the chemical methods [22] . We used also as the standards native PC (PC-egg yolk) and product of its enzymatic hydrolysis (LPC-egg yolk). Below we present the HPLC chromatogram of products mixture (phospholipid fraction) ( Figure 6 ) and fatty acids (wt %) profile of modified phospholipid fraction (Table 1) Based on the HPLC chromatogram obtained from the sample derived after 48 h from reaction performed at optimized condition the extracted phospholipid fraction contained 68% of PC modified with CA (CA-PC), 29% of native PC (PC-egg yolk) and only 3% of product of its hydrolysis LPC-egg yolk. We did not observe modified lyso-PC which could be caused by high terpene acid concentration and hydrophobic solvent that were used in the experiments leading to inhibition of the formation of sn-glycerophosphocholine-the only substrate that can be used by enzyme in production of LPC with modified acyl in sn-1 position as it was reported earlier by Adlercreutz [39] . The CA-PC was obtained with high 33% yield. The degree of incorporation of citronellic acid was determined based on the changes in the composition of fatty acid profile in native PC and modified Based on the HPLC chromatogram obtained from the sample derived after 48 h from reaction performed at optimized condition the extracted phospholipid fraction contained 68% of PC modified with CA (CA-PC), 29% of native PC (PC-egg yolk) and only 3% of product of its hydrolysis LPC-egg yolk. We did not observe modified lyso-PC which could be caused by high terpene acid concentration and hydrophobic solvent that were used in the experiments leading to inhibition of the formation of sn-glycerophosphocholine-the only substrate that can be used by enzyme in production of LPC with modified acyl in sn-1 position as it was reported earlier by Adlercreutz [39] . The CA-PC was obtained with high 33% yield. The degree of incorporation of citronellic acid was determined based on the changes in the composition of fatty acid profile in native PC and modified phospholipid fraction ( Table 1 ). The increase of terpene acid CA was accompanied by a reduction in saturated fatty acids, which usually occupy the sn-1 position of egg-yolk PC.
Materials and Methods

Materials and Chemicals
Lohman Brown hens were a gift from the Tronina factory. Lipase B from Candida antarctica immobilized in a macroporus acrylic resin (synonym: Novozym 435 > 5000 U/g), lipase B from Candida antarctica (CALB > 1800 U/g) and lipase A from Candida antarctica (CALA > 500 U/g) both immobilized on resin Immobead 150 were purchased from Sigma-Aldrich (St. Louis, MO, USA). Immobilized lipase from Rhizomucor miehei (Lipozyme ® > 30 U/g) was provided by Fluka (Buchs, Switzerland) while immobilized lipase from Thermomyces lanuginosus (Lipozyme TL IM, 250 U/g) was supplied by Novozymes A/S (Bagsvaered, Denmark). Citronellic acid (CA) (3,7-dimethyl-6-octanoic acid, purity: 98%), a boron trifluoride methanol complex solution (13-15% BF 3 × MeOH), sodium methylate and heptane were purchased from Sigma-Aldrich (St. Louis, MO, USA). The thin layer chromatography (TLC) pre-coated silica gel plates (Kieselgel 60 F 254 , 0.2 mm), the silica gel (Kieselgel 60, 230-400 mesh), solvents used in chromatography and HPLC grade solvents (Merck LiChrosolv ® Reag.) were purchased from Merck (Darmstadt, Germany).
Isolation of PC from Egg-Yolk
A crude phospholipid extract from egg yolk were isolated from hen (Lohman Brown) eggs on a semi-technical scale using the equipment from Wroclaw Technology Park. Eggs were obtained from the poultry farm "Ovopol" (Nowa Sól, Poland) and were dried in the drying chamber at inlet air temperature 185 ± 5 • C and an outlet air temperature 70 ± 2 • C. Obtained powder was subsequently extracted with ethanol in a tank equipped with a mechanical stir maintaining the dilution ratio of yolk to solvent at 1:4 (m/v). The process of suspension was carried out for 90 min. and then alcohol was removed by filtration. The residue was evaporated in vacuo (0.06 MPa at 50 • C). Next the crude extract of PLs (20 g) was subjected to silica gel column chromatography. A pure phosphatidylcholine (PC) fraction (R f 0.4) (11.6 g) was separated from extract by silica gel column chromatography using a mixture chloroform/methanol/water (65:25:4, v/v/v) as eluent. Purity of obtained PC was 99% according to HPLC and was also analyzed by TLC on silica gel-coated aluminium plates (chloroform/methanol/water (65:25:4, v/v/v)). Composition of fatty acids in isolated phosphatidylcholine was shown in Table 1 .
The Lipase-Catalyzed Acidolysis of PC With Citronellic Acid
The reactions were carried out using of native egg yolk PC and were conducted in screw-capped vials. The egg-yolk PC (30 mg, 0.039 mmol) was mixed with citronellic acid (CA) at molar ratio 1:30 (PC/CA) in 2 mL of toluene and then 20% of lipase (by weight of substrates) was added. The reactions were carried out at 30 • C on a magnetic stirrer at 300 rpm and stopped at the selected time intervals by enzyme filtration on a G4 Shott funnel with Celite layer. The reactions were carried out using five different lipases, in N 2 atmosphere. The effect of different organic solvent, molar ratio of substrates, lipase dosage and temperature was examined in another set of experiments for Novozym 435. All experiments were performed in triplicates.
Solid-Phase Extraction (SPE)-Separation of Phospholipid Fraction (PC/LPC)
Modified phospholipid fractions were purified and concentrated using SPE method according to the described procedure with slight modification [28] . A silica gel column (Discovery ® DSC-Si SPE, 52654-U 500 mg) was conditioned by successive washing with 10 mL of methanol, 10 mL of chloroform and 6 mL of chloroform/acetic acid (95:5, v/v). Evaporated reaction mixture (150 µL) was applied to SPE cartridge. The CA and fatty acids were eluted with 15 mL of chloroform/acetic acid (95:5, v/v). Then phospholipids were eluted with solvent mixtures of increasing polarity 10 mL of chloroform/propan-2-ol (1:1, v/v) and then with 35 mL of methanol/water (25:4, v/v). The phospholipid fraction was evaporated using a rotatory vacuum evaporator at 40 • C.
Analysis of Substrates and Products
Qualitative analysis of the reaction mixtures was made by TLC on silica gel-coated aluminum plates using as the developing system mixture of chloroform/methanol/water, 65:25:4, v/v/v). After elution, the plates were developed using the 0.05% primuline solution (acetone:water, 8:2, v/v) and spots were detected under an ultraviolet (UV) lamp (λ = 365 nm).
The reaction products were analyzed by HPLC using the method performed earlier for the synthetic pattern of phospholipids with citronellic acid [22] .
Fatty acid (FA) profile of native PC and modified phospholipid fractions (PC/LPC) were analyzed by gas chromatography after their conversion to the corresponding methyl esters (FAME). Transesterification was conducted by heating under reflux (3 min) mixture of 10 mg of substrate with 3 mL of BF 3 × MeOH complex solution. Next the mixture was cooled and products were extracted with 2 mL of hexane and the organic layer were washed with a saturated NaCl solution and dried over anhydrous MgSO 4 .
Methyl esters of fatty acid and isoprenoid acid were directly analyzed by gas chromatography (GC) on an Agilent 6890N with a flame ionization detector (FID) (Agilent Technologies, Santa Clara, CA, USA). The separation was achieved on DB-WAX column (30 m × 0.32 mm × 0.25 µm) manufactured by Agilent (Santa Clara, CA, USA). The initial oven temperature was 90 • C and was then increased to 250 • C at a rate of 5 • C/min and then held for 5 min. The total analysis time was 34 min. The injector temperature and the flame ionization detector were set at 250 • C. Hydrogen was used as a carrier gas with a constant flow 1.5 mL/min. The FAME were identified by comparing their retention times with those of a standard FAME mixture (Supelco 37 FAME Mix) purchased from Sigma Aldrich.
Conclusions
The present work is aimed at the production of 1-citroneloyl-phosphatidylcholine through the lipase-catalyzed reaction of egg-yolk PC with citronellic acid and optimizing the various reaction parameters that affect this reaction. The most effective enzyme able to catalyze this process of acidolysis was Novozym 435. Optimization of process parameters such as: organic solvent (toluene), lipase (enzyme load 30%), substrate molar ratio (PC:CA, 1:60) and reaction time (48 h) allowed to obtain product CA-PC in 33% yield in which the degree of citronellic acid incorporation into the PC was on the level of 39%. The enzymatic process proved to be an effective method for production of isoprenoid-phospholipid preparation enriched with citronellic acid. Proposed method is good alternative of obtaining this bioproduct in comparison with the chemical method because involves mild conditions, utilizes of natural substrates and commercially available regio-selective enzyme. Additional advantage includes the fact that this research obtained new biopreparation that contains unsaturated fatty acids in the sn-2 position, which possesses a beneficial healthy effect. This method is then promising in the context of the production of dietary enriched egg-yolk PC as food supplements containing terpenes for the prevention of cancer diseases and will be the subject of further studies on the enzymatic synthesis of isoprenoid-phospholipid.
